Supplementary Data

Confirmation of the design of the polydimethylsiloxane (PDMS) stamp
To check the design of the new PDMS stamp, we stamped fluorescent molecules and confirmed the stamped pattern following the protocol developed for the DNA garden method (1) . A coverslip (Matsunami Glass Ind. Ltd.) was immersed in the solution containing 10% NH3 and 10% H2O2 for a 20 min wash. After the wash, 100 L of 0.5% MPC polymer (Lipidure-CM5206; NOF Corp., Tokyo, Japan) in 99.5% ethanol was dropped onto the coverslip and dried to coat the surface with the polymer to prevent the adsorption of DNA and p53. Next, 20 L of a solution containing 40 nM Q-dot (Qdot 655 streptavidin conjugate, Thermo Fisher Scientific) or 77 g/mL Alexa635-streptavidin (Thermo Fisher Scientific) in 10 mM phosphate buffer at pH 7.4 was dropped onto the PDMS stamp and was incubated for 45 min. The stamp was washed thrice with 1 mL of ultrapure water. To transfer Q-dot or Alexa635-streptavidin from the stamp to the coverslip, the coated coverslip was set on the stamp on which 300 g of weight was applied for 5 min. After stamping, the flow cell with a linear flow path was constructed using the coverslip, the slide glass with two holes, and a double-sided tape whose thickness was 100 m. A buffer solution containing 10 mM phosphate at pH 7.4 and 2 2 mM Trolox was introduced into the cell and the fluorescence image of the stamped area was observed using a total internal reflection fluorescence microscope ( Figure S1c-f) .
Validation of the pseudo-first-order approximation for the analysis of the stopped-flow data To achieve the pseudo-first-order process, the competitor DNA has to be excess compared to the 6-FAM DNA-p53 complex. In the current stopped-flow measurements, the prepared concentrations of the 6-FAM DNA, the p53 tetramer and the competitor DNA were 20, 30, and 50-200 nM, respectively, after the mixing in the stopped-flow device. We used the concentration of p53 slightly higher than that of 6-FAM DNA due to an unavoidable adsorption of p53 to the surface of the stopped flow reservoir and flow channels. We roughly estimate that the adsorption reduces the actual concentration of p53 to less than 20 nM, since we could not detect any anisotropy change when we conduct the experiment at 10-nM p53. Accordingly, the concentrations of the complex between 6-FAM DNA and p53 immediately after the stopped-flow mixing might be smaller than 20 nM. However, if we assume the maximum concentration of the complex between 6-FAM DNA and p53, the lowest concentration of the competitor DNA (50 nM) was only 2.5-fold higher than that of the complex, suggesting that the pseudo-first-order 3 approximation might not be valid. In contrast, at the concentration range of the competitor more than 100 nM, the competitor concentration was at least more than 5 times larger than that of the complex. Thus, the pseudo-first-order approximation should be valid at the concentration range of the competitor DNA more than 100 nM.
To further examine the validity of the pseudo-first-order approximation, we plotted the fitting residuals of the time courses of the anisotropy values in Figure 2b Pseudo-WT Non-target 0 2 1.5 ± 0.1 4a
Pseudo-WT Non-target 100 2 8.7 ± 0.8 4a
Pseudo-WT Non-target 50 0 0.4 ± 0.1 4c
Pseudo-WT Non-target 50 3 3.6 ± 0.4 4c
Errors are fitting errors. Pseudo-WT 0 10 ± 3 3 ± 2 24 ± 4 22 ± 4 17 ± 5 TetCT 0 24 ± 5 5 ± 2 65 ± 6 68 ± 6 15 ± 3 CoreTet 0 0 1 ± 1 11 ± 2 8 ± 2 0 Pseudo-WT 2 4 ± 2 1 ± 1 26 ± 3 13 ± 3 9 ± 4 TetCT 2 31 ± 5 11 ± 3 51 ± 5 27 ± 5 26 ± 4 Errors were calculated by the bootstrap method with 1000 replicates (2) . TE stands for transfer efficiency.
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